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Background: Dengue viruses are thought to be maintained
in a sylvatic cycle with the endemic or epidemic viruses aris-
ing from ancentral sylvatic strains. In general it is thought
that sylvatic dengue viruses are not particularly virulent for
humans and may only cause mild disease. In January 2008
we isolated a sylvatic dengue 2 virus from a patient present-
ing to a fever surveillance clinic. This patient subsequently
developed DHF and we present here a description of the
case, and early attempts at characterizing the infecting syl-
vatic virus.
Methods: Virus isolation was performed by inoculating
C6/36 mosquito cells with 5 ul of serum and incubation of
cells at 30 ◦C. One blind passage was performed and when
cytopathic effect was observed the isolate was subjected
to a Taqman PCR to determine serotype. The nucleotide
sequence of the complete E gene was determined by
sequencing RT PCR product directly using Big Dye DNA
sequencing kit and an ABI 377 sequencer. Dengue virus spe-
ciﬁc IgM was determined using an IgM Capture ELISA (MAC
ELISA) with paired serum specimens tested at 1:100 dilu-
tion and dengue IgG was determined using an IgG Capture
ELISA (GAC ELISA) in order to determine if the patient had
a primary or secondary infection. PRNT50 assays against the
sylvatic and currently circulating DENV2 strains were done
using serum dilutions in Vero cells in 24 well plates. Western
blots were carried out using lysates of infected cells probed
with paired sera
Results: The phylogenetic analysis of the DENV2 isolated
shows that the virus is most closely related to a sylvatic
virus P8—1407 isolated in 1970 from a sentinel monkey in
Malaysia. This paper will present detailed IgM, IgG, PRNT50
and western blot results for the paired serum against the
virus isolated as well as currently circulating DENV2 viruses.
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Background: Chikungunya virus (CHIKV) of East Cen-
tral/South Africa (ECSA) genotype has recently caused
outbreaks in the Indian Ocean from 2005 to 2007. In April
2006, there was an outbreak of CHIKV infection in Malaysia
which involved an estimated 200 villagers in Bagan Pan-
chor (BP), Perak. Partial sequencing of E1, E2, and nsP1
regions showed that the outbreak was due to a strain of the
Asian genotype. Complete genome sequences of Malaysian
isolates have not yet been reported, but would be useful
for detailed study of differences between genotypes. The
objective of this study was to determine and analyze the
complete genome sequences of CHIKV from the BP outbreak.
Methods: Two BP isolates BP/0306/37348 and
BP/0306/37350 and an Australian isolate SM287 were
chosen. They were propagated in Vero cell lines and the
total RNA was extracted. RT-PCR was done using newly
designed primers and modiﬁcations to previously published
primers (Schuffenecker et al. PLoS Med 2006; 3: e263).
Consensus sequences were assembled and aligned against
other complete genomes from GenBank. Phylogenetic
analysis was carried out
Results: BP isolates have 97.6% nucleotide similarity and
98.0% amino acid similarity on average to isolates from
the Asian genotype, and 93.0% nucleotide and 96.6% amino
acid similarity to the ECSA genotype. Thus, BP isolates are
conﬁrmed as belonging to the Asian genotype. SM287 was
grouped within the ECSA genotype. There were 29 unique
amino acid substitutions in the BP isolates which could not
be found in other published genomic sequences.
Conclusion: BP isolates belong to the Asian genotype, but
are distinctly different from other Asian strains. Unique sub-
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Background: The circulation of West Nile ﬂavivirus (WNV)
takes place in cycles between mosquitoes and birds as main
hosts, and the mammals including humans as tangential
hosts. The ecological surveillance of WNV circulation in
Romania including the investigations on domestic and wild
birds, horses and mosquitoes was carried out besides the
conﬁrmation of human cases.
Methods: Sera samples from domestic and wild birds and
from horses have been screened using ELISA adequate pro-
cedures for the capture of speciﬁc IgG antibodies against
WNV, during 2001—2007. The WNV was detected in 2007
by RAMP and ELISA tests and isolated in 2002 and 2007 by
intra-cerebrally inoculation on suckling mice of batches con-
taining 40—50 identiﬁed mosquito females
Results: Seroprevalence of the antibodies against WNV
in 10210 domestic birds from 95 rural and urban localities
of 15 districts and Bucharest had a mean value of 10.8%,
and in 2933 wild birds from 26 localities of 7 districts and
Bucharest 16.4%. Seroprevalence in 8157 horses in 107 local-
ities from 5 districts and Bucharest had a mean general value
of 19.9%; the highest mean value was 31.3% in Tulcea dis-
trict (where the virus is introduced by migrating birds in
the Danube Delta). The WNV was detected in Coquillettidia
richiardii and Culex pipiens from the Danube Delta and a
Bucharest suburb and isolated from Culex pipiens females
collected in 2002 and 2007 in Bucharest and its suburb.
